Supplemental Materials and Methods

Antibodies
Antibodies were from the following sources: GEF-H1 and polyclonal anti-VSV (BenaisPont et al, 2003) ; ZONAB (Balda & Matter, 2000) ; GST (Aijaz et al, 2005) ; ZO-1 (Anderson et al, 1988) ; C-TAK1, referred to as MARK mAb and MARK4 , referred to as MARK pAb, Millipore; cyclin D1, MBL; α-tubulin (Kreis, 1987) .
Expression analysis, immunoprecipitations and pull-down assays
For analysis of protein expression, cells were plated into 12-well plates at a density of 16,000 cells per well. After three days, the cells were lysed in SDS gel sample buffer. For synchronisations, the cells were cultured for 1 day and then rinsed once with PBS and subsequently incubated for 2 days medium containing 0.1% FCS, resulting in accumulation of MDCK cells in Go/G1 phase . Cells were then stimulated with 10% FCS, which leads to efficient S phase entry and cell cycle progression within 24 hours . For immunoprecipitations and pull-down experiments, MDCK cells were plated into 15 cm tissue culture plates (2 x 10 6 cells/plate) for 3 days except indicated otherwise (e.g., to reach full confluence, cells were cultured for 7 days). For immunoprecipitations, cells were extracted with 10 mM Hepes (pH 7.4), containing 150 mM NaCl, 1% Triton X-100, 0.5% sodium deoxycholate, 0.2% sodium dodecylsulfate, and a cocktail of protease and phosphatase inhibitors (Aijaz et al, 2005; Balda et al, 1993) . GEF-H1 and ZONAB were then immunoprecipitated as previously (Aijaz et al, 2005; Balda & Matter, 2000) . For pull-downs, cells were extracted with 1% Triton X-100 in PBS containing proteases and phosphatase inhibitors. This buffer was also used to dilute His-tagged proteins to reconstitute protein/protein interactions with recombinant proteins (Aijaz et al, 2005) . Incubation of beads with cell extracts or recombinant protein were performed at 4 o C for two hours on a rotator. The beads were washed with PBS containing 0.5% Triton X-100 followed by PBS alone.
Supplemental Data
Figure S1 -Expression of cyclin D1 in high density, confluent MDCK cells.
The indicated MDCK cell lines were plated at high density and were then cultured for 4 days to ensure full confluence. The cells were then processed as in figure 1 and expression of cyclin D1
and α-tubulin was determined by immunoblotting. MDCK cells grown to 80% confluence were fixed with methanol and then processed for immunofluorescence using antibodies against ZONAB (red), GEF-H1 (green) and ZO-1 (blue).
Note, GEF-H1 and ZONAB only co-localize at intercellular junctions. MDCK cells were transiently transfected with C1-VSV and then processed for immunofluorescence using antibodies against the VSV epitope (red) and GEF-H1 (green). Nuclei were labelled with a DNA dye (blue).
